2B: Pab-Pol D exo + or exo -(30 nM) was incubated at 55 °C for 30 minutes with 30 nM of:
5-Cy5-TGCCAAGCTTGCATGCCTGCAGGTCGACTCTA 3-ACGGTTCGAACGTACGGACGTCCAGCTGAGATXTCCTAGGGGCCCATGGCTCGAGCTTAAGCATTAGTACCAGTATCGACAAAGGAC 5-Cy5-TGCCAAGCTTGCATGCCTGCAGGTCGACTCTAGAGG 3-ACGGTTCGAACGTACGGACGTCCAGCTGAGATCTCCXAGGGGCCCATGGCTCGAGCTTAAGCATTAGTACCAGTATCGACAAAGGAC
The first primer-template is labeled 32/87 above the gels, X = C or U. The second primer-template is labeled 36/87 above the gels, X = T or U. 0 is a control lacking polymerase. M is the labelled 87-nt standard.
2C: Pab-Pol D exo + or exo -(80 nM) was incubated at 55 °C for the times (minutes) indicated with 40 nM of:
5-Cy5-GGGGATCCTCTAGAGTCGACCTGCAGGGCAA 3-CCCCTAGGAGATCTCAGCTGGACGTCCCGXTCGTTCGAACAGAGG X = T or U; Taq is a control extension with Thermus aquaticus DNA Pol A.
2D:
Pab-Pol D exo + (30 nM) was incubated at 55 °C for 30 minutes with 25 nM of:
Two lanes are shown for each reaction; the first is minus polymerase, the second after 30 minutes incubation with polymerase. 1(T) X = T; 1(U) X = U; 2(T) X = T; 2(U) X = U. For reactions labeled with 1 the third strand, beginning ATTC…. is present, with 2 this strand is absent. M are the labelled 57-and 87-nt standards.
2E:
Pab-Pol D exo + (30 nM was incubated at 55 °C for 30 minutes with 25 nM of:
Two lanes are shown for each reaction; the first is minus polymerase, the second after 30 minutes incubation with polymerase. 1(T) X = T; 1(U) X = U. M are the labelled 37-and 33-nt standards. Pab-Pol D exo+ or exo-(80 nM) was incubated with the oligodeoxynucleotides (20 nM) shown above each gel. Reactions were carried out at 50 °C for the times shown (minutes). Taq is a control extension carried out with Taq DNA polymerase.
Conclusion: in every case less product is produced when uracil is present in the template 
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Pfu-Pol exo + (80 nM) was incubated at 50 °C for the times (minutes) indicated with the replication fork mimic (20 nM) illustrated at the top of the diagram. A long "snap-back" oligodeoxynucleotide produces the template strands of the fork analogue. Two primers, labeled with cyanine-5 (Cy5) and fluorescein (Flu) can be annealed, either individually or together, to the template. Extension from the Cy5-and Flu-primers results in copying of the leading strand and lagging strands, respectively. X represents the position of U (T in controls). For each of the extensions illustrated (A1-D2) both primers were present (this contrasts to the experiments described in the main text, where only a single primer was present) but each gel was scanned twice with filters specific for the detection of Cy5 (leading strand extension) and Flu (lagging strand extension). The position of U and the fluorophore detected i.e. which strands extension is being observed are indicated above each of the gels. The primer is labeled with Cyanine-5 (red on gel) and the template with Fluorescein (green on gel). X = T, U or H (hypoxanthine, not relevant to this publication). 0 = no polymerase. No "green" truncated products are seen, showing that the template is not degraded. Pfu-Pol exo -(140 nM) was incubated at 50 °C for the times indicated with 20 nM of: 5-Cy5-GGGGATCCTCTAGAGTCGACCTGGAGGGCAA 3-CCCCTAGGAGATCTCAGCTGGACGTCCCGTTCGTXCGAACAGAGG X = T or U. dGTP (25 μM) is the only dNTP present. The gel images show the starting primer (n) and the product extended by a single base (n+1). Data obtained from the gels was fitted to a single exponential to obtain k obs values as shown in the accompanying graph.
